The value of monoclonal antibodies as probes for leukaemic heterogeneity and haemopoietic differentiation is well recognised.' We report a simple indirect immunoperoxidase staining method to demonstrate various surface antigens on smears of lymphocytes and lymphoblasts using commercially available monoclonal antibodies.
Material and methods
The mononuclear cell fraction of edetic acid or heparin anticoagulated venous or marrow blood was obtained by centrifuging on Ficoll-Paque (Pharmacia, Sweden).2 The mononuclear cells were smeared on to clean glass slides. Smears were dried thoroughly in air and fixed for 30 s in 4°C buffered formalin-acetone, pH 6-6 (20 mg Na2HPO4, 100 mg KH2PO4, 30 ml H20, 45 ml acetone, and 25 ml formalin).3 The fixed smears were then washed immediately with two changes of phosphate buffered saline (PBS), pH 7(0-7-2, for 5 min each. The subsequent procedure was similar to Results and discussion Under the light microscope, positively stained cells showed a reddish brown rim encircling the cell (Figure) . Staining was stronger on the thicker part of a smear, and hence the optimum area for examination was the middle third of the smear, where strong staining and good cell morphology could be seen.
The separation of the mononuclear cells from the erythrocytes and granulocytes serves two purposes. Firstly, it concentrates the mononuclear cells and, secondly, it removes cells containing endogenous peroxidase activity from the blood. Fifty microlitres of diluted antibody is sufficient to form a thin film covering a smear, and care should be taken to drain off excess PBS before the application of antibodies to avoid over dilution. The mononuclear cells should be separated as soon as the sample is received to avoid cell degeneration, but once the mononuclear cell smears are prepared and dried storage at room temperature for up to four days will not cause any change in antigenicity.
The monoclonal antibodies that are currently used in our laboratory come from Coulter and we Common acute lymphoblastic leukaemia. Lymphoblasts show a positive surface staining for JS (anti-cALL We have also used a second filter to collect migrating cells but have developed a chemical method for counting them. The method assays for DNA as described by Kapuscinski and Skoczylas.3 The natural fluorescence of the dye 4', 6-diamidino-2-phenylindole (DAPI) is enhanced Accepted for publication 13 February 1984 when complexed to DNA. The fluorescence enhancement is linearly proportional to the concentration of DNA at appropriate DAPI: DNA ratios, even in the presence of protein and RNA. By means of a standard curve, changes in fluorescence can be read directly as cell numbers.
Polymorphonuclear leucocytes were purified from venous blood using the method described by Boyum. 
